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Express Mail No.: El 477 032 898 US 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

Application of: W. James Jackson 

Serial No.: 09/677,752 Group Art Unit: 1645 

Filed: October 3, 2000 Examiner: V. Ford 

For: CHLAMYDIA PROTEIN, GENE Attorney Docket No.: 7969-087-999 
SEQUENCE AND USES THEREOF 

DECLARATION UNDER 37 C.F.R. S1.131 OF DR. W. JAMES JACKSON 

Assistant Commissioner for Patents 
U.S. Patent and Trademark Office 
P.O. Box 2327 
Arlington, VA 22202 

Sir: 

I, Dr. W. James Jackson, declare and state the following: 

1 . I am the sole inventor of the subject matter claimed in the above- 
identified application. 

2. I have carefully reviewed the application including the claims as 
amended by the Response Under 37 C.F.R. §1.111 with Amendments being submitted with this 
declaration. 

3. I understand that this declaration is filed to show facts to demonstrate 
that prior to June 15, 2000, 1 had conceived the subject matter of pending Claims 15-24, 31-32 
and 41 directed to a vaccine composition, against Chlamydia infection, comprising the isolated 
or recombinant putative membrane protein E (PMPE) polypeptide of Chlamydia having a 
molecular weight between 90 and 1 15kDa and had reduced to practice the isolated or 
recombinant PMPE. 

4. Attached as Exhibits 1 -12C are the following documents: 




j 



Exhibits 1-3: a copy of three memo Requests to Research 
Genetics from me requesting synthesis of primers to be used to 
obtain the nucleic acid encoding PMPE by PCR. 
Exhibit 4 is a copy of pages 8, 9 and 10 of the Laboratory 
Notebook of Kelly Johnson. In particular, page 9 relates to the 
creation of PCR products to isolate the Chlamydia trachomatis 
nucleic acid encoding PMPE using the primers requested by me 
in the documents designated Exhibit 1. 
Exhibit 5 is a copy of pages 20 and 21 of the Laboratory 
Notebook of Kelly Johnson. These pages relate to creation of 
PCR products comprising isolated Chlamydia trachomatis 
nucleic acid encoding PMPE using the primers requested by me 
in the documents designated Exhibit 2. 
Exhibit 6 is a copy of page 41 of the Laboratory Notebook of 
Kelly Johnson relating to PCR screen for colonies that 
transformed with C trachomatis nucleic acid encoding PMPE 
(CtpmpE-pQE-M15). 

Exhibit 7 is a copy of page 42 of the Laboratory Notebook of 
Kelly Johnson relating to Expression Analysis of the cloned 
PMPE. Results of the Western Blot Analysis are shown. 
Exhibit 8 is a copy of page 65-68. of the Laboratory Notebook 
of Kelly Johnson relating to production of plasmid preparations 
for expression of PMPE. 



Exhibit 9 is a copy of pages 67 and 68 of the Laboratory 
Notebook of Kelly Johnson relating to sequencing of the 
recombinantly expressed PMPE. 

Exhibit 10 is a copy of a five page Monthly Report relating to 
Chlamydia spp. Project Number: 0120 and 0125. In particular, 
pages 4-5 of the Monthly Report relate to a summary of the 
cloning and expression of Chlamydia trachomatis PMPE. 
Exhibit 1 1 is a copy of two pages of a Monthly Report relating to 
Chlamydia spp. Project Number: 0120 and 0125. In particular, 
page 2, of the report indicates that Chlamydia PMPE protein was 
cloned and expressed. 

Exhibit 12 is a copy of three pages, designated 12-A; 12-B; and 
12-C of a multi-page Quarterly Review relating to Chlamydia 
trachomatis Vaccine Development. 

i. Exhibit 12-A is a copy of a page of the multi-page 
Quarterly Review (review) relating to the objectives for 
identification and evaluation of proteins like High 
Molecular Weight (HMW) protein of Chlamydia 
identified by Antex Biologies Inc. as an immunogenic 
protein suitable for a vaccine composition. 

ii. Exhibit 1 2-B is a copy of a page of the multi-page 
Review relating to sequence identity analysis to 
determine which PMP proteins are homologous to 
HMW. As indicated, PMPE (designated PMPe: pro or 
PMP: 5) is most closely related to HMW. 



iii. Exhibit 12-C is a copy of a page of the multi-page 
Review summarizing data related to production of 
PMPE. 

5. I have reviewed each of the documents in Exhibits 1-12C. Although the 
dates have been redacted, each of the dates of the documents is prior to June 15, 2000. I 
confirm that the work evidenced by the documents and all act relied upon in this declaration 
were carried out in the United States of America prior to June 1 S, 2000. 

6. It should be noted that confidential information of Antex Biologies Inc. 
(Antex), Assignee of the present application, present in each of the documents not relating to 
PMPE has been redacted. It is my understanding that none of the material redacted which is 
not relevant to PMPE is necessary to understand the remaining information and its omission 
does not make the remaining information misleading. 

7. I authored the documents designated Exhibits 1-3 and 10-11 and 12- A, 
12-B and 12-C. The hand written notes on Exhibit 12-B were also authored by me. The 
experimental work reflected in Exhibits 4-9 was performed at my direction and under my 
supervision and control by Kelly Johnson, an employee of Antex my employer, the Assignee of 
the present application. The pages of the Laboratory Notebook are in the handwriting of Kelly 
Johnson. 

8. Prior to June 15, 2000, as evidenced by Exhibits 1-11,1 directed the 
successful cloning, expression and isolation of PMPE of Chlamydia of approximate molecular 
weight between 90 and 115 kDa. 

9. Prior to June 15, 2000, as evidenced by Exhibits 12-A through 12-C, I 
appreciated that a composition comprising isolated PMPE of Chlamydia of molecular weight 
between 90 and 1 15 kDa, would be suitable for use as a vaccine c mposition. In part, this 
appreciation was based upon my knowledge of the suitability of another protein, isolated and 



cloned from Chlamydia, by me and another co-inventor, at Antex, i.e. an outer membrane 
protein of about 105-1 15 kDa designated High Molecular Weight (HMW) protein (or HMWP). 
Accordingly, prior to June 15, 2000, 1 conceived the idea of a vaccine composition for use 
against Chlamydia infection, in which the vaccine composition comprises an isolated or 
recombinant Chlamydia PMPE of between 90 and 115 kDa. 

I hereby declare further that all statements made herein of my own knowledge 
are true and all statements made on information and belief are believed to be true and further I 
make these statements with the knowledge that willful false statements and the like are 
punishable by fine or imprisonment, or both, under §1001 of Title 18 of the United States Code 
and that such willful false statements may jeopardize the validity of the application or any 
patent issuing thereon. 
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EXHIBIT 1 



To: Kim 

c/o Research Genetics 
Huntsville, Al 35801 



Date: 



From: Jim Jackson 

Antex Biologies (formerly MicroCarb Inc.) 
Gaithersburg, MD 20879 
301-590-0129 

Subject: Oligonucleotide Synthesis 

Please synthesize the following nine (9) oligonucleotides at the 40 nM scale, Trityl-off auto. No 
HPLC purification is necessary. 

Ct -pmpE-I^T^p-Nde 

5'- AGG CAG AGG CTC GAG ATG AAA AAA GCG TTT TTC TTT 
TTC CTT ATC GG - 3' 47 mer 

/ct-pmpE-RCf/p-Xho 

5' - AGG CAG AGG CTC GAG GAA TCG CAG AGC AAT TTC CCC 
ATT GAG - 3' 42 mer 

/ Ct-pmpE-fftA-RI 

5'- AGG CAG AGG GAA TTC ATG AAA AAA GCG TTT TTC TTT 
TTC CTT ATC GG - 3' 47 mer 

Ct-pmpE-RCh/t-Sal 

5' - AGG CAG AGG GTC GAC TTA ATG GTG ATG GTG ATG GTG GAA 
TCG CAG AGC AAT TTC CCC ATT GAG - 3' 63 mer 

/ct-pmpF-l^p-Nde 

5 - AGG CAG AGG CTC GAG ATG ATT AAA AGA ACT TCT CTA 
TCC TTT GC - 3' 44 mer 
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EXHIBIT 2 



To: Kim 

c/o Research Genetics 
Huntsville, Al 35801 



Date: 



From: Jim Jackson 

Antex Biologies (formerly MicroCarb Inc.) 
Gaithersburg.MD 20879 
301-590-0129 

Subject: Oligonucleotide Synthesis 

Please synthesize the following six (6) oligonucleotides at the 40 nM scale, Trityl-off auto. No 
HPLC purification is necessary. 

^L2-pmpE-Fm/28a-Nco* 

5' - ATC CAG CAG AGG CC ATG GA A AAA GCG TTT TTC TTT TTC 

CTTA-3' 42mer 

/ L2-pmpE-RCf/28a-Sal 

5' - ATC CAG CAG AGG GTC GAC GGC C GAA TCG CAG AGC AAT 

TTC CCC ATT GA - 3' 48 mer 

L2-pmpEsdm-Nde-F 

5' - CGA GAA AAT CAT CCT GGA TTC CAC ATG CGC TCT TCC GGA TAC 

TCTGCGG-3' 49 mer 

L2-pmpEsdm-Nde-RC 

5' - CCG CAG AGT ATC CGG AGG AGC GCATGTG GA ATC CAG GAT GAT 

TTT CTC G - 3' 49 mer 
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L2-pmpEsdm-Xba-F 

) 5' - GGA CTA GCT AGA GAG GTT CCT TCCAGA ATC TTT CTT ATG CCC 

_ „, 49 mer 

AAC TCA G - 3 

L2-pmpEsdm-Xba-RC 

5' - CTG AGT TGG GCA TAA GAA AGA TTCTGO_AAG GAA CCT CTC TAG 

_ „, 49 mer 

CTA GTC C - 3' 



The purchase order number for this synthesis is 99-0016 . 

Please call if you require any additional information. I look forward to receiving these materials. 



To: Kim 

c/o Research Genetics 
Huntsville, Al 35801 



Date: . 



From: Jim Jackson 

Antex Biologies (formerly MicroCarb Inc.) 
Gaithersburg, MD 20879 
301-590-0129 

Subject: Oligonucleotide Synthesis 

Please synthesize the following six (6) oligonucleotides at the 40 nM scale, Trityl-off auto. No 
HPLC purification is necessary. 

Ct-pmf|^Fn/p-Nde2 

5'- ATC CAG CAG AGG CAT ATG AAA AAA GCG TTT TTC TTT 
TTC CTT ATC GG - 3' 47 mer 

Ct-pm^Fn/t-RI2 

5'-ATC CAG CAG AGG GAA TTC ATG AAA AAA GCG TTT TTC TTT 
TTC CTT ATC GG - 3' 50 mer 



Ct-pmpF-Fn/p-Nde2 

5'-ATC CAG CAG AGG CAT ATG ATT AAA AGA ACT TCT CTA 
TCC TTT GC - 3* 44 mer 

Ct-pmpF-Fn/t-RI2 

5'- ATC CAG CAG AGG GAA TTC ATG ATT AAA AGA ACT TCT CTA 
TCC TTT GC - 3* 47 mer 

Cp-pmpl3-Fm/30f-Sal 

5 - ATC CAG CAG AGG GTC GAC GAG AAC TTT GAT GGA TCG 
AGT GGG AA - 3' 44 mer 
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?OJECT] 




Notebook No. 



Continued From Page . 




)e]rb gyp 



Mem-*. 



in 



G9070879 CpH47-RCf/p-SaI 38mer 

S'-AGGCAGAGGGTCGACTTCTTCAGGTTTCAGGGCAATGA-S' 
„ 641 ug Unpurified and Lyophilized 
|>fel34fcM\v = 11762 ug/umol pmol/ug = 85 %GC = 52.6 Tm = 116°C 

G9070880 CpH47-Fm/b-Nco 43mer 

5 , -AGGCAGAGGCCATGGAGGGGAAAAAAGAATCTCGAGTTTCCGA-3 , 
801 ug Unpurified and Lyophilized 
<f>b?\0 MW - 13382 ug/umol pmol/ug = 75 %GC = 51.2 Tm = 130°C 



G9070881 CpH47-RCf/b-Xba 
5'-AGGCAGAGGTCTAGATGTTCTTCAGGTTTCAGGGCAATGA-3' 
810 ug Unpurified and Lyophilized 

MW = 12392 ug/umol- pmol/ug = 81 %GC = 47.5 Tm = 118°C 



40mer 



1 L 



G9070882 CpH47-Fn/t-RI 38mer 

5'-AGGCAGAGGGAATTCATGATAACTAAGCAATTGCGTTC-3' 

778 ug Unpurified and Lyophilized 

MW = 11738 ug/umol pmol/ug = 85 %GC = 42.1 Tm = 108°C 

G9070883 CpH47-RCh/t-Sal 59mer 

S'-AGGCACAGGGTCGACTTAATGGTGATGGTGATGGTGTTCTTCAGGTTTCA 

GGGCAATGA-3' 
696 ug Unpurified and Lyophilized 

MW = 18390 ug/umol pmol/ug = 54 %GC = 49.2 Tm = 176°C 



G9070884 CpH47-Fm/p-Nde 
S'-AGGCAGAGGCATATGATAACTAAGCAATTGCGTTC-S' 
743 ug Unpurified and Lyophilized 
i£l3 t /^MW = 10794 ug/umol pmol/ug = 93 %GC = 42.9 



35mer 



Tm = 100°C 



G9070885 CpH47-Fm/q-Bam 
5'-AGGCAGAGGGGATCCGGGAAAAAAGAATCTCGAGTTTCCGA-3' 
j 592 ug Unpurified and Lyophilized 

j|$=30MW = 12741 ug/umol pmoI/ug=»78 %GC = 5L2 Tm = 124°C 



41mer 



G9070886 , jfe&47-RCs/q-Sal 

a <^5 , -AGGCAGAGG GTCGAq rTATTCTrCAGGTTrC^ 
r^ = ^6lS ug Unpurified and Lyophilized 

MW = 12680 ug/umol pmol/ug = 79 %GC = 48.8 Tm = 122°C 



41mer 



Notebook No. 
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^onni31 Ct-pmpE-Fm/p-Nde 47mer 
^AGGCAGAGGCTCGAGATGAAAAAAGCGTTTTTCrTmCCTTATCGG-3' 
Ti7uff Unpurified and Lyophilized 
















■ 
















^ = 14477 ug/umol pmol/ug = 69 %GC = 42.6 lm-wru 
Notes: pPT 


42mer — 
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k-oi 10132 Ct-pmpE-RCI/p-Xho 

^ A^ArAfiAGGCTCGAGGAATCGCAGAGCAATTTCCCCATTGAG-3' 
















877 ue Unpurified and Lyophilized ,,„ Q ~ 
MW- 12956 i ug/umol pmol/ug = 77 %GC = 54.8 Tm = 130°C 

Notes: ptfrS#) 
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won ft 133 Ct-pmpE-Fn/t-RI 47mer 
5^AGGCAGAGGGAATTCATGAAAAAAGCGTTTTTCTTTTTCCTTATCGG-3' 

^uSf^ %GC-38.3 Tm-130'C 
Notes: . pTL& 










































































K91 10134 Ct-pmpE-RCh/t-Sal Vv 63mer 
?-AGGCAGAGGGTCGACTTAATGGTGATGGTGATGGTGGAATCGCAGAGCAA 

TTTCCCCATTGAG-3' 
nnfi h(t Unnurified and Lvoohilized 

MW = 19585 ug/umol pmol/ug = 51 %GC = 50.8 lm-isuc 
Notes: ^TUP: 
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K9110135 Ct-pmpF-Fm/p-Nde < * 4mer 
y-AGGCAGAGGCrCGAGATGATTAAAAGAACTTCTCTATCCITTGC-3' 

660 ug Unpurified and Lyophilized 

MW = 13512 ug/umol pmol/ug = 74 %GC = 43.2 Tm = 126°C 
Notes: j>€T2il\ 










































































K9110136 Ct-pmpF-RCf7p-Xho 41mei 
5'-AGGCAGAGGCTCGAGAAAGACCAGAGCTCCTCCTGCATTGA-3' 

660 ug Unpurified and Lyophilized = naor- 
MW= 12613 ug/umol pmol/ug = 79 %GC = 56.1 Tm = 128C 
Notes: P d^VC 
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K9110137 Ct-pmpF-Fn/t-RI 44me 
5-AGGCAGAGGGAATTCATGATrAAAAGAACTTCTCTATCCTTTGC-3' 

800 ug Unpurified and Lyophilized _ = „, or 
MW= 13511 ug/umol pmol/ug = 74 %GC = 38.6 Tm = 122C 
Notes: fYfl & 
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K9U0138 Ct-pmpF-RCh/t-Sal , ^J^" 

S^AGGCAGAGGGTCGACTTAATGGTGATGGTGATGGTGAAAGACCAGAGCTC 

CTCCTGCATTGA-3' 
907 ug Unpurified and Lyophilized Vm = ia«or 
MW= 19241 ug/umol pmol/ug -52 UGC-51.6 Tm 
Notes: A 3 
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K9H0139 Ct-pmpF-RCs/sb-Xba 44mer 
S'-AGGCAGAGGTCTAGATTAAAAGACCAGAGCTCCTCCTGCATTGA-S' 

- T">e tt_ I i „ nn hSt;Ta<l 






























. IWUE UUIIUIUKU aUU ujuuuuurra 

MW - 13531 ug/umol pmol/ug = 74 %GC = 47.7 Tm = 130°C 
Notes: 
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— hK91 12072 Ct-H47-Fn/28a-Nco* 

5«-ATCCAGCAGAGGCCATGGTGAAAAGATTATTATGTGTGTTGC-3' 
1689 ug Unpurified and Lyophilized 

MW = 12991 ug/umol pmol/ug = 77 /oGC - 42.9 

Notes: 



AS. 



P 



f 



4-31 



S&3 



rfTS. 



SI 



L 



JS 



w-i 



4 



dtia 



42mer- 



Tm = 120°C 



-I 1 1 r- 



L9120747 Ct-H47-RCs/28a-Sal-l 51mer . 

y-ATCCAGCAGAGGGCGGACGGCTTACTCGTCTGATTTCAAGACGATGAATC 

G-3' 

1432 ug Unpurified and Lyophilized 
MW « 15714 ug/umol pmol/ug = 64 

Notes: 



%GC = 52.9 



Tm = 156°C 



1 9120748 L2-pmpE-Fm/28a-Nco*-V 42mer 

5'-ATCCAGCAGAGGCCATGGTGAAAGCGTTTTTCTTTTTCCTTA.3' 

1366ug Unpurified and Lyophilized 

_MW = 12844 ug/umol pmol/ug = 78 %GC = 42.9 Tm = 120°C 

Notes: 

i ■ i t i I I 1,1 I ' I I ! 
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K91 10901 L2-pmpE-RCf/28a-Sal 48mer_ 

S^ATCCAGCAGAGGGTCGACGGCCGAATCGCAGAGCAATTTCCCCATTGAO' 

743 ug Unpurified and Lyophilized ««.«„^ 
MW« 14725 ug/umol pmol/ug = 68 %GC = 563 Tm = 150°C 

Notes: 
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PROJECT 



Notebook No. 




-A* 




41 



Continued From Page . 



4CM 




I4- 
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PRCMF rT Placid prep pmpf; Ah}k*J$$ 



Notebook No. 
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QIAprep Spin Miniprep Kit Protocol 

using a microcentrifuge 

This protocol is designed for purification of up to 20 ug of high-copy plasmid DNA from 
1-5-mt overnight cultures of E. colt in LB (Luria-Bertani) medium. For purification of low- 
copy plasmids and cosmids, large plasmids (>10 kb), and DNA prepared using other 
methods, refer to the recommendations on page 3 1 . 

! Please read Important Notes for QIAprep Procedures on pages 14-15 before starting. 
Procedure 

1 . Resuspend pelleted bacterial cells in 250 pi of Buffer PI and transfer to a micrefuge 
tube. 

Ensure that RNase A has been added to Buffer PI . No cell dumps should be visible 
after resuspension of the pellet. 
Z Add 250 ul of Buffer P2 and gently invert the tube 4-6 times to mix. 

Mix gentry by inverting the tube. Do not vortex, as this will result in shearing of 
genomic DNA. If necessary, continue inverting the tube until the solution becomes 
viscous and slightly clear. Do not allow the lysis reaction to proceed for more than 
5 min. 

3. Add 350 pi of Buffer N3 and invert the tuba immediately but genm/ 4-6 times. 

To avoid localized precipitation, mix the solution gently but thoroughly, immediately 
after addition of Buffer N3. The solution should become cloudy. 
Centrifuge for 10 min. 
A compact white pellet will form. 

During centrifugation, place a QIAprep spin column in a 2-ml collection tube. 
Apply the supernatants from step 4 to the QIAprep column by decanting or 
pipetting. 

Centrifuge 30-60 sec Discard the flow-through. 

(Optional): Wash QIAprep spin column fay adding 0.5 ml of Buffer PB and 
centrifuging 30-60 sec Discard the fiowthrough. 

This step is necessary to remove trace nuclease activity when using enctA* strains such 
as the JM series, HB 1 0 1 and its derivatives, or any wilcUype strain, which have high 
levels of nuclease activity or high carbohydrate content. Host strains such as XU Blue 
and DH5a™ do not require this additional wash step. 

Wash QIAprep spin column by adding 0.75 ml of Buffer PE and centrifuging 
30-60 sec 



4. 
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Exp: 6/30 Sec B:0 W:255 G:1.00 Date: 03-23-2000 Tlme:11:11 ID#472-01904 FI1e:Untltted.tif 
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K9112070 PmpEsdra-Nde-Seq 

asAJSIGCAGAACTGACACCTAGTGATC-3* 

U161 ue ) Unpu rifled and Lyophilized 

MW - 7651 ug/umol pmol/ug = 131 %GC = 48 

Notes: 



25mer 



Tm = 74°C 
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:lon 



- ABlZl 

BBM* 

- File: 
Sample: 
Lane Nmber: 

- Number of Scons 
Length: 
Start Run 

- Stop Run 



Model 310 
Version 



Nde-«eq-4Sernpta3y24jO 



Stored 0:228 A;S28 T354 C250 
DT5%CEHV(A Set-AnyPrtmer) 



Frt, 



Page 1 of 
9:59 AM 



Nde-seq-4Soinple3/24/e 
Nde-seq-4 
4 

: 7120 
502 

24/3/2008, 00:11 
r ._. 24/3/2000, 02:4S 

Start Collection 24/3/2000, 00:45 
Stop Collection 24/3/2OO0, 02:45 
- Dyeset/Priner: DT5S5CEHV{A Set-AnyPrimer} 
Instrument Name: ABI PRISM" 310 
Collect Vers.: ABI PRISM 310 Collection 1.0.4 



- Data Analysts 

Base Coll Start: 1224 
Base Call End: 7120 

- Primer Peak Loc.:1224 

Signal: C (226), A (528), T (354), C (250) 

Matrix None: 9607067sMATRIX 

- Analysis Vers.: Version 2.1.1 
Base Spacing: 12.05 - ABI-CE1 

1 TCCTTTCTCG GGAATTACAC CACGAGGATA GGCATGATGC 
81 GCGCTCTTCC GGATACTCTG* CGGGGAATGA TAGCAGGGCA 
161 AAACTCAATG AGCGTTACCC GAAAAACAAC GTATCTTCTA 
241 AGAAGGTTTC TTGCTGGCTA AATTAGTTGG TCTTTACAGC 
321 AAAATCTAAC ATCTCAAGGG ACGTTCCGTA GTCAAACGAT 
401 CGATCAACGC ATATACTGAC AGCTCCCTTT TTAGGAGGCA 
'81 CGCAGANGGT CNACTCAATG GG 



TTTACAAGAA TCCTjCGAGAA AATCATCCTG GATTCCACAT 
AACACATACC TTCTCATTGA AATTCAGTCA GACCTACACC 
AAAATTACTC ATGCCAAGGA GAAATGCTCT TCTCATTCCA 
TATGCAGATC ATAA"CTGTCA CCATTTCTAT ACCCAAGGAG 
GGGAGGTGCT Gl I MIMIC ATCTCCCTAT GAAACCCTTT 
GAGGGAATTC ATGAAAAAAG CGTTTTTCTT TTTCCTTATC 



Model 310 
Version 2.1.1 



ABI A 

C^§Mctton 
. File: 

Sample: 

Lane Number: 
. Number of Scans; 

Start Run 

Stop Run , w.to 

Start Collection 24/3/2000* 03^20 

Stop Collection 24/3/2000, 05:20 



Ndo-seq-5Sarnpte3/24/0 
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. Data Analysis 
Base Call Start: 1229 
Base Call End: 7120 
Primer Peak Loc.:1229 

^ff 1 ^ 6 ° 245 * A C449) - T < 191 >' C C151) 
Motrin Nome: 9607067sMATRIX 
Analysis Vers. : Version 2. 1. 1 
Base Spacing: 12.34 - ABI-CE1 

•J GGAATTACAC GAGGAGGATA GGCATGATGC TTTACAAGAT CCTCttGAAA 

Ifl SrlS!™ W***™ ACCAGGCCAA ACACATACCT TCTCATTGAA 

J2 JJflSJIS S CTTACCCC "AAACAACG TATCTTCTAA AAATTACTCA TGCCAACGNA 

Si 1^5112 ^ KCTA AATTAGTTGG TCTTTACAGC TATGCAGATC ATAACTCTCA 

J£ iJ*JI™5 "S™!?* ACCTTCCGTA GTCAAACGAT GGGAGGTGCT CTTTTTTTTG 

2 ££££ %? cccm nACGACCCA wcaMTrc AT&W ^ C 



ATCATCCTGG ATTCCACATG- 80 

ATTCAGTCAG ACCTACACCA 160 

GAAATGCTCT TCTCATTGCA 240 

CCATTTCTAT ACCCAAGGAG 320 

A TCTCC CTAT GAAACCCTTT 400 

C(,ll I K.III TTCCTTATCG 480 
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Start Collection 24/3/2000, 00:45 
Stop Collection 24/3/2000, 02:45 
. Dyeset/Prlmer: OTSXCEHV{A Set-AnyPrUer} 
Instrument Horn: Afll PRISM" 310 
Collect Vers.: -ABI PRISM 310 Collection 1.0.4 



. Data Analysis 

Base Call Start: 1224 

Base Call End: 7120 
. Primer Peak Loc. :1224 

Signal: G (226), A (528), T 054), C (23) 

Matrix None: ■ 9607067sHATRIX 
. Analysis Vers.: Version 2.1.1 

Base Spacing: 12.05 - ABI-CE1 

i Tccrrracc ccaattacac caccacgata ccaTara tttacaagaa tcctccacaa aatcatcctc gattccacat 
ttGCTCTTCC GGATACTCTG* cgcggaatga taccaccca aacacatacc ttctcattca aattcagtca gacctacacc 

AAACTCAATG AGCGTTACGC GAAAAACAAC GTATCTTC7A AAAATTACTC ATCCCAAGCA CAAATCCTCT TCTCATTCCA 
ACAACGTTTC TTGCTCGCTA AATTACTTGC TCTTTACACC TATCCAGATC A TAACTCTCA CCATTTCTAT ACCCAACCAC 
AAAATCTAAC ATCTCAAGCG ACCTTCCCTA CTCAAAOAT CGGAGCTGCT CTTTTTTTTG A TCTCCCT AT GAAACCCTTT 400 
CCATCAACCC ATATACTGAC AGCTCCCTTT TTACCACXA CACGGAATTC ATCAAAAAAC CCTTTTTCTT TTTCCTTATC 480 
GGCAGANGGT CKACTCAATG GG 560 
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Start Run 
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Nde-seq-5Sample3/24/0 
Nda-seq-5 
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7120 
503 

24/3/2000, 02:46 
24/3/2000, 05:20 
Start Collection 24/3/20O0, 03:20 
Stop Collection 24/3/2080, 05:20 
Dyeset/Prlmer: DT5XCEHV{A Set-AnyPrloer} 
Instrunent Name: ABI PRISM* 310 
Collect Vers.: ABI PRISM 310 Collection 1.0.4 



Data Analysis 

Base Call Start: 1229 

Base Call End: 7120 

Primer Peak Loc. : 1229 • 
Signal: G (224), A (449), T (191), C (151) 

Matrix Name: 9607067sMATRIX 
Analysis Vers. : Version 2. 1.1 
Base Spacing: 12.34 - ABI-CE1 

1 TCNTTTCTGG GGAATTACAG GAGGAGGATA CGCATGATGG TTTACAACAT CCTCCAGAAA ATCATCCTGG ATTCCACATG- 80 
81 jCGCTCTTCCG GATACTCTGC GGGGAATGAT AGCAGGGCAA ACACATACCT TCTCATTGAA ATTCAGTCAG ACCTACACCA 160 
161 AACTCAATGA GCGTTACGCG AAAAACAACG TATCTTCTAA AAATTACTCA TGCCAAGGNA GAAATGCTCT TCTCATTCCA 240 
241 AGAAGGTTTC TTGCTGGCTA AATTAGTTGG TCTTTACAGC TATCCAGATC ATAACTCTCA CCATTTCTAT ACCCAACCAC 320 
321 AAAATCTAAC ATCTCAAGCG ACCTTCCCTA NTCAAACGAT CGGAGGTGCT GTTTTTTTTG A TCTCC CTAT GAAACCCTTT 4C0 
401 CGATCAACGC ATATACTGAC AGCTCCCTTT TTAGGACCCA GAGGGAATTC ATCAAAAAAC CGTTTTCTTT TTCCTTATCG 480 
481 GCAGAAGGTC AACTCAATGG GGA 568 
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Summary of C.trachomatis pmpE ORF Cloning & Expression: 

Efforts to PCR clone and express the C.trachomatis pmpE protein appear to have succeeded. 
Derivatives of pQE30 have been recently generated that appear to produce low levels of 
recombinant pmpE protein in shake flasks following IPTG-induction. These derivatives were 
made such that the mature form of the pmpE (i.e. the coding sequence minus its putative -25 
residue signal sequence) is fused to a short M-RGS N-terminal translantional efficiency domain 
which precedes a (His) 6 affinity purification segment. The sequences of the PCR primers used to 

clone and express the C.trachomatis protein are presented below. 
L2-pmpE-Ff/30-Sal 

5' - ATC CAG CAG AG G GT CGA C GG GTT CCA GAT CCT ACG AAA 
GAG TCG CTA TC - 3' 49 mer 

L2-pmpE-RCs/30-Sal 

5' - ATC CAG CAG AGG GTC GAC GGC C TTA GAA TCG CAG AGC AAT 
TTC CCC ATT GA - 3' 51 mer 



While a ~100kDa IPTG-inducible protein is not observed in coomassie stained SDS-gels of crude 
shake flask lysates, a protein of the size expected for pmpE (~100kDa) does react in Western blots 
employing an anti- (His) 5 antibody as probe to detect the N-terminal (His) 6 tag. Unlike the 
recently expressed C.pneumoniae pmp8, pmp9, and pmpl3 proteins, several lower molecular 
weight immunoreactive proteins are also detected in the pmpE blots. This suggests that the pmpE 
protein is either being degraded to some extent and/or transcription/translation of the pmpE gene is 



Confidential and Proprietary 
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being prematurely terminated and the termination products are being detected via blotting. 

As with the C.pneumoniae pmp8 and pmp9 derivatives, the Exoli Ml 5 pQE30-pmpE #37 
expression clone has been transferred to the Fermentation Department for the production of master 
and working seed banks as well as for the production of cell paste for future purification efforts. 
Once a fermentation run has been completed with the pQE30-pmpE strain, QC analysis of the 
resulting material will be needed in order to determine whether the level of "intact" pmpE protein 
being produced is sufficient enough to warrant subsequent protein purification, 

DNA sequence analysis of the pQE30-pmpE insert have just begun to confirm cloning junction 
sequences and thus verify protein identity. As with the other Chlamydial antigen candidates, a 
single strand DNA sequence will be derived from the cloned C.trachomatis L 2 pmpE gene to gauge 

the level of amino acid sequence similarity among different C.trachomatis serovars. 
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Ct pmpE: 

A single strand DNA sequence for the C.trachomatis pmpE expression clone (Ct-pmpE/pQE #37) 
has been obtained this month. As expected, analysis of the junction sequences indicate the 
~2.9Kbp insert was cloned correctly into pQE30 and no spurious bases were either introduced or 
deleted during the cloning exercise. Further editing of the single strand sequence will be done as 
soon as possible to gauge the overall degree of similarity of the L 2 coding sequence to that given 

on the Berkeley database. 
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APPENDIX A 



Amino acid sequence of insert of Plasmid M15pREP (pQE-Q-Uni ) #37. 



I 



I TKNYGGAI Y APVVTLVDNGP' 



TYFINWANNKGGAIYIDGTSNSKISADRHAIIFNENI 



SANPPR^ITVASSSGEILLGAGSSQNLIFYDPIEVSNAGVSVSFN 



R SPLIANTL«LATESL^SAE^PSDHP^ 



LVGLYSYUUtlNunn ^pRgFSTKTPLINVLVPIGVKGSFI^ATQRPQAWT^LAYQPVL 
YRQELEIATQLLASKGIWFGSGSI 



LGIYSSLSHFTEVGA* r.o, . - ^ ps SRHAMS YKI SQQTQPLSWLTLHFQYHGF YS S STF 



CNYLNGE I ALRF . 



Nucleic acid sequence of Plasmid M15pREP (pQE-Ct-Uni ) #37. 

ATGAGAGOATCGCATCA^ 
GACGGGTTCCAGATCCTACGAAAGAGTCGCT^TC^ 

TCACAATCTCACTAACTGCTAT^ 

CTCCC AATGAAGG AGCTGCTGTC AC AATAACAGA^ TTnnTT ATGCG 



CTCCCAATGAAGG^CIU^^ 
AGAAGGTATTTATTITGCAj^AAATCTCACCCCT 

AGTCCCAATTCTCCTACCGTGGAGATCCCT 



GGiGG^GCCATTCATGCTCAAAAT^ 

GAAGAACTTTTCXrATGTCCGAGGAGG 

AGAATCAGTCTTGTmCTCmATGG^ 
GGTGGCGCTATCTATGCTGGAACGAGCAA^CTn^ 



GTTACCCTAGTGGATAATGGCCCTACCTACTTTATAAACAATGTCGCCAATAATAAGGGGG 

GCGCTATCTATATAGACGGAACGAGCAACTCCAAAATTTCTGCCGACCGCCATGCTATTATT 

TTTAATGAAAATATTGTGACTAATGTAACTAGTGCAAATGGTACCAGTACGTCAGCTAATC 

CTCCTAGAAGAAATGCAATAACAGTAGCAAGCTCCTCTGGTGAAATTCTATTAGGAGCAGG 

GAGTAGCCAAAATTTAATTTTTTATGATCCTATTGAAGTTAGCAATGCAGGGGTCTCTGTGT 

CCTTCAATAAGGAAGCTGATCAAACAGGCTCTGTAGTATTTTCAGGAGCTACTGTTAATTCT 

GCAGATTTTCATCAACGCAATTTACAAACAAAAACACCTGCACCCCTTACTCTCAGTAATG 

GTTTTCTATGTATCGAAGATCATGCTCAGCTTACAGTGAATCGATTCACACAAACTGGGGGT 

GTTGTTTCTCTTGGGAATGGAGCAGTTCTGAGTTGCTATAAAAATGGTGCAGGAAATTCTGC 

TAGCAATGCCTCTATAACACTGAAGCATATTGGATTGAATCTTTCTTCCATTCTGAAAAGTG 

GTGCTGAGATTCCTTTATTGTGGGTAGAGCCTACAAATAACAGCAATAACTATACAGCAGA 

TACTGCAGCTACCTTTTCATTAAGTGATGTAAAACTCTCACTCATTGATGACTATGGGAATT 

CTCCTTATGAATCCACAGATCTAACCCATGCTCTGTCATCACAGCCTATGCTATCTATTTCT 

GAGGCTAGTGATAACCAGCTAAGATCTGATGATATGGATTTCTCGGGACTAAATGTCCCTC 

ATTATGGATGGCAAGGACTTTGGAGTTGGGGCTGGGCAAAAACTCAAGATCCAGAACCAG 

CATCTTCAGCAACAATCACAGATCCCAAAAAAGCCAATAGATTCCATAGAACCTTATTACT 

GACTTGGCTTCCTGCTGGGTATGTTCCTAGCCCGAAACACAGAAGTCCCCTCATAGCGAAT 

ACCTTATGGGGGAATATGCTGCTTGCAACAGAAAGCTTAAAAAATAGTGCAGAACTGACAC 

CTAGTGATCATCCTTTCTGGGGAATTACAGGAGGAGGACTAGGCATGATGGTTTACCAAGA 

ACCTCGAGAAAATCATCCTGGATTCCATATGCGCTCTTCCGGATACTTTGCGGGGATGATA 

GCAGGGCAAACACATACCTTCTCATTGAAATTCAGTCAGACCTACACCAAACTCAATGAGC 

GTTACGCAAAAAACAACGTATCTTCTAAAAATTACTCATGCCAAGGAGAAATGCTCTTCTC 

ATTGCAAGAAGGTTTCTTGCTGGCTAAATTAGTTGGTCTTTACAGCTATGGAGATCATAACT 

GTCACCATTTCTATACCCAAGGAGAAAATCTAACATCTCAAGGGACGTTCCGTAGTCAAAC 

GATGGGAGGTGCTGTTTTTTTTGATCTCCCTATGAAACCCTTTGGATCAACGCATATACTGA 

CAGCTCCCTTTTTAGGTGCTCTTGGTATTTATTCTAGCCTGTCTCACTTTACTGAGGTGGGAG 

CCTATCCGCGAAGCTTTTCTACAAAGACTCCTTTGATCAATGTCCTAGTCCCTATTGGAGTT 

AAAGGTAGCTTTATGAATGCTACCCAAAGACCTCAAGCCTGGACTGTAGAATTGGCATACC 

AACCCGTTCTGTATAGACAAGAACTAGAGATCGCGACCCAGCTCCTAGCCAGTAAAGGTAT 

TTGGTTTGGTAGTGGAAGCCCCTCATCGCGTCATGCCATGTCCTATAAAATCTCACAGCAAA 

CACAACCTTTGAGTTGGTTAACTCTCCATTTCCAGTATCATGGATTCTACTCCTCTTCAACCT 

TCTGTAATTATCTCAATGGGGAAATTGCTCTGCGATTCTAA 



Thursday. September 6. 2001 



Blast Result 



Page: 1 



Blast 2 Sequences results 



BLAST 2 SEQUENCES RESULTS VERSION BLASTP 2.2.1 [Aug-1-2001] 



Matrixj BLOSUM62 { ^ | gap open:flT gap extens ion: [T~ 
x_dropoff: [IF expect:|io.o wordsize: [7~ Filter 0 [ Align | 



Sequence 1 lcl|seq_l Length 956 (1 .. 956) 
Sequence 2 lcl|seq_2 Length 965 (1 ..965) 




NOT1 



— ^.lacore and expect value) is calculated based on the size of nr database 



Score = 1885 bits (4884), Expect = 0.0 

Identities = 925/934 (99%), Positives - 930/934 (99%) 



Query: 

Sbjct: 

Query : 

Sbjct: 

Query: 

Sbjct: 

Query: 

Sbjct: 

Query: 

Sbjct: 

Query: 

Sbjct: 

Query: 

Sbjct: 

Query: 

Sbjct: 

Query: 



23 VP D PTKES LSNK I S LTGDTHNLTNC Y L DNL R Y I L A I LQKT PN EG AAVT ITDYLSFF DTQK 
VPDPTKESLSNKI SLTGDTHNLTNC YLDNLRY I LAI LQKTPNEGAAVT I TDYLSFFDTQK 
32 VPDPTKESLSNKI SLTGDTHNLTNC YLDNLRY I LAI LQKTPNEGAAVT I TDYLSFFDTQK 

83 EGIY-AKNLTPESGGAIGYASPNSPTVEIRDTIGPVIFENNTCCRPFTSSNPI^AVNKIR 
EGI^AKNLTPESGGAIGYASPNSPTVEIRDTIGPVIFENNTCCRPFTSSNPNAAVNKIR 
92 EGIYrAKNLTPESGGAIGYASPNSPTVEIRDTIGPVIFENNTCCRPFTSSNPKAAVNKIR 

143 EGGATHAQNLYINHNHDWGFMKNFSYVRGGAISTANTFWSENQSCFLFMDNICIQTNT 
EGGAIHAQNLYI>mNHDVVGFMKNFSYVRGGAISTANTFVVSENQSCrLF>IDNICIQTNT 
152 EGGAIHAQNLYINHNHDVVGFMKNFSYVRGGAISTANTFWSENQSCF LFMDNICIQTNT 

203 AGKGGAIYAGTSNSFESNNCDLFFINNACCAGGAIFSPICSLTGNRGNIVFYKNRCFKNV 
AGKGGAIYAGTSNSFESNNCDLFFINNACCAGGAIFSPICSLTGNRGNIVFYNNRCFKNV 
212 AGKGGAIYAGTSNSFESNNCDLFFINNACCAGGAIFSPICSLTGNRGNIVFYKNRCFKNV 

263 ETASSEASLXX3AIKVTTRLDVTGNRGRIFFSDNITKNYGGAIYAPVVTLVDNGPTYFINN 
ETASSEASDGGAIKVTTRLDVTGNRGRIFFSDNITKNYGGAIYAPVVTLVDNGPTYFINN 
272 ET AS S EAS DGG AI KVTTRLDVTGNRGR I F F S DN I TKNYGG A I Y AP WTL VDNGPTYF INN 

323 VANNKGGAIYIDGTSNSKISADRHAIIFNEWIVTNVTSANGTSTSANPPRRNAITVASSS 
+ANNXGGAIYIDGTSNSKISADRHAIIFNENIVTNVT+ANGTSTSANPPRRNAITVASSS 
332 IANNKGGAIYIDGTSNSKISADRHAIIFNENIVTNVTNANGTSTSANPPRRNAITVASSS 

383 GEIUX3AGSSQNLIFYDPIEVSNAGVSVSFNKEADQTGSWFSGATVNSADFHQRNLQTK 
G p ILWAGSSQNLIFYDPIEVSNAGVSVSFNKEADQTGSVVFSGATVNSADFHQRNIiQTK 
392 GE I LLGAGS SQNLI FYDPI EVSNAGVSVS FNKEADQTGS WFSGATVNS ADFHQRNLQTK 

443 TPAPLTLSNGFLCIEDHAQLTViniFTQTGGVVSLGNGAVljSCYKNGAGNSASNASITLKH 
TPAPLTLSNGFLCIEDHAQLTV1JRFTQTGGWSLGNGAVLSCYKNGAGNSASNASITLKH 
452 TPAPLTLSNGFLCIEDHAQLTWniFTQTGGVVSLGNGAVLSCYKNGAGNSASNASITLKH 

503 IGIJ^SSILKSGAEIPLLWV^PTNNSNNYTADTAATFSLSDVKLSLIDDYGNSPYESTDL 
IGLinjSSILKSGAEIPLLWTOPTNNSNNYTADTAATFSLSDVlCLSLIDDYGNSPYESTDL 

hitp*7/www.ncbi.nlm.nlh.Bov/blasl/bl2seqrwblast2.cgl 
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262 
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322 
331 
382 
391 
442 
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SbjCt: 512 IGLNLSSILKSGAEIPLLWVEPTNNSNNYTADTAATFSLSDVKLSLIDDYGNSPYESTDL 571 

Ouerv- 563 THALSSQPMLSISEASDNQLRSDDMDFSGLNVPHYGWQGLWSWGWAKTQDPEPASSATIT 622 

* THALSSQPMLS I SEASDNQLRSDDMDFSGLNVPHYGWQGLW+WGWAKTQDPEPASSATIT 

Sbjct: 572 THAL S S Q PML SIS EASDNQLR S DDMDF SG LNVPHYGWQG LWTWGWAKTQD P E PAS SAT I T 631 

Ouerv- 623 DPKKANRFHRTLLLTWLPAGWPSPKHRSPLIANTLWGNMLLATESLKNSAELTPSDHPF 682 

' op+KANRFHRTLLLTWLPAGYVPSPKHRSPLIANTLWGNMLLATESLKNSAELTPSDHPF 
SbjCt: 632 DPQKANRFHRTLLLTWLPAGWPSPKHRSPLIANTLWGNMLLATESLKNSAELTPSDHPF 691 

Ouerv 683 WGITGGGLGMMVYQEPRENHPGFHMRSSGYFAGMIAGQTHTFSLKFSQTYTKLNERYAKN 742 

WGITGGGLGMMVYQ+PRENHPGFHMRSSGY AGMIAGQTHTFSLKFSQTYTKLNERYAKN 
SbjCt: 692 WG I TGGGLGMMVYQ D P RENH PGF HMRS S G Y S AGMI AGQTHT F S LKF SQT YTKLNE RY AKN 751 

Ouerv 743 NVS S KNY SCQG EMLF SLQ EG F LL AKLVG L Y S YGDHNC HH F YTQG ENLT SQGTFRSQTMGG 802 

NVSSKNYSCQGEMLFSLQEGFLL KLVGLYSYGDHNCHHFYTQGENLTSQGTFRSQTMGG 
Sbjct: 752 NVS SKNY S CQG EMLF S LQ EG F LLT KLVG L Y S YGDHNC HHF YTQG ENLTS QGT FRSQTMGG 811 

Ouerv 803 AVFFDLPMKPFGSTHILTAPFLGALGIYSSLSHFTEVGAYPRSFSTKTPLINVLVPIGVK 862 

' AVFFDLPMKPFGSTHILTAPFLGALGIYSSLSHFTEVGAYPRSFSTKTPLINVLVPIGVK 
SbjCt: 812 AVFFDLPMKPFGSTHILTAPFLGALGIYSSLSHFTEVGAYPRSFSTKTPLINVLVPIGVK 871 

Ouerv 863 GSFMNATQRPQAWTVELAYQPVLYRQELEIATQLLASKGIWFGSGSPSSRHAMSYKISQQ 922 

GSFMNATQRPQAWTVELAYQPVLYRQE IATQLLASKGIWFGSGSPSSRHAMSYKISQQ 
Sbjct: 872 G S FMNATQR PQ AWT VELA YQ P VL YRQEPG I ATQLL AS KGIWFGSGSPSS RHAMS YK I S QQ 931 

Query: 923 TQPLSWLTLHFQYHGFYSSSTFCNYLNGEIALRF 956 

TQPLSWLTLHFQYHGFYSSSTFCNYLNGEIALRF 
SbjCt: 932 TQPLSWLTLHFQYHGFYSSSTFCNYLNGEIALRF 965 



CPU time: 



0.36 user sees. 0.02 sys. sees 0.38 total sees. 



Gapped 

Lambda K H 

0.316 0.132 0.396 

Gapped 

Lambda K H 

0.267 0.0410 0.140 



Matrix: BLOSUM62 

Gap Penalties: Existence: 11, Extension: 1 

Number of Hits to DB: 12 , 524 

Number of Sequences: 0 

Number of extensions: 873 

Number of successful extensions: 15 

Number of sequences better than 10.0: 1 

Number of HSP's better than 10.0 without gapping: 1 

Number of HSP's successfully gapped in prelim test: 0 

Number of HSP's that attempted gapping in prelim test: 0 

Number of HSP's gapped (non-prelim): 1 

length of query: 956 

length of database: 239,316,239 

effective HSP length: 131 

effective length of query: 825 

effective length of database: 206,523,009 

effective search space: 170381482425 

effective search space used: 170381482425 

T: 9 

A: 40 

XI: 16 ( 7.3 bits) 
X2: 129 (49.7 bits) 
X3: 129 (49.7 bits) 
SI: 41 (21.6 bits) 
S2: 77 (34.3 bits) 



hrtp^/www.ncbi.ntm.nIh.gov/blast/bl28eqAwblast2.cgi 
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Fertility Assessment for pmpE (FL / GP) 




I 

Express Mail No.: EL 477 0 32 898 US 
vpy ■ — 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

Application of: W. James Jackson 

Serial No.: 09/677,752 Group Art Unit: 1645 

Filed: October 3, 2000 Examiner: V. Ford 

For CHLAMYDIA PROTEIN, GENE Attorney Docket No.: 7969-087-999 
SEQUENCE AND USES THEREOF 

STATEMENT REGARDING PERMANENCE AND 
AVAILABILITY OF DEPOSITE D MICROORGANISM? 

Assistant Commissioner for Patents 
U.S. Patent and Trademark Office 
P.O. Box 2327 
Arlington, VA 22202 

Sir: 

I, W. James Jackson, declare and state: 

1 . That I am an authorized Officer of Antex Biologies Inc., the Assignee 
of the above-identified application. 

2. That on September 12, 2000, E. coli containing plasmid Ml 5 pREP 
(pQE-pmpE-Ct) #37 was deposited with the AMERICAN TYPE TISSUE CULTURE 
COLLECTION (ATCC), at 10801 UNIVERSITY BLVD., MANASSAS, VIRGINIA 201 10- 
2209, USA, International Depository Authority, in compliance with the Budapest Treaty on 
the International Recognition of the Deposit of Microorganisms for the Purpose of Patent 
Procedure. The deposit was viable at the time of deposit and has been assigned accession 
number ATCC No. PTA-2462. 

3. That I hereby assure the United States Patent and Trademark Office 
and the public that (a) all restrictions on the availability to the public of a sample of the 



deposited microorganism will be irrevocably removed upon issuance of a United States patent 
of which the microorganism are the subject; (b) the above-mentioned microorganism will be 

r 

maintained for a period of at least five years after the most recent request for the furnishing of 
a sample of the deposited microorganism were received by the ATCC and, in any case for a 
period of at least 30 years after the date of deposit; (c) should the deposited microorganism 
become non-viable it will be replaced by the Assignee; and (d) access to the deposited 
microorganism will be available to the Commissioner during the pendency of the patent 
application or to one determined by the Commissioner to be entitled to such cell line under 37 
C.F.R. § 1.14 and 35 U.S.C. § 122. 

I hereby declare further that all statements made herein of my own knowledge 
are true and all statements made on information and belief are believed to be true and further I 
make these statements with the knowledge that willful false statements and the like are 
punishable by fine or imprisonment, or both, under §1001 of Title 18 of the United States 
Code and that such willful false statements may jeopardize the validity of the application or 
any patent issuing thereon. 



Date:. 




